ABSTRACT. Three Austral~an (Cockburn Sound, Western Australia, Adelaide, South Australia. Port Ph~llip Bay, Victoria) and four European (Roscoff, Atlantic; Alicante, Carteau, and Marseille, all from the Mediterranean Sea) populations of Sabella spallanzanii were e x a m~n e d for variation at 23 allozyme loci. Levels of genetlc variation were high, with average heterozygosities per locus ranging from 0.20 to 0.21 for the Australian collections, and from 0.23 to 0.27 for the European collections. The 3 Australian collections were genetically very closely related to one another, with no stat~st~cally significant differences at any of the 15 variable locl. This suggests either an introduction to one port, with a subsequent spread to other areas, or separate introductions with subsequent extensive gene flow. The 4 European collections showed I~m~t e d , but significant, d~fferent~ation among themselves at 10 of 18 variable l o c~ Much of the: heterogeneity reflected differences betlveen the Roscoff (Atlantic) collection and the 3 Mediterranean collect~ons. The Koscoff collect~on was Iess variable, In terms of both heterozygos~ty and mean numbers of allelrs, than the hiled~terranean collections The Australian collect~ons were more closely rclated to the Xlrditerranean collections (mean Nei distance = 0.040) than to the Roscoff collection (mean Nei distance = 0.084). If a Mediterranean origin is assumed, then the introduction to Australia was accompanied by the loss of about 18% of the original variation. Flnally, the high genetic similarity of the Australian to the European collections of S. spallanzanii, and the very clear genetic separation of S. pavonina (mean Nei distance = 0.996), reaffirms that the Australian collections are truly S. spallanzanii and not a n undescribed native species.
INTRODUCTION
Sahella (Spirograpl~is) spallanzanii is a marine fanworm, a member of the family Sabellidae, class Polychaeta. Most publications referring to this species refer to it as Spirographis spallanzanlr Viviani (1805) , but it appears to have been recognised earlier as Sabella spallanzanii Gmelin 1791. Ewer (1946) synonymised the genera Spirographis and Sabella, and recently Perkins & Knight-Jones (1991) synonymised Spirographis spallanzanii Viviani with Sabella penicillus Linnaeus, but suggested suppressing penidllus and Sabella spallanzanii was first reported from Australian waters in the Geelong arm of Port Phillip Bay, Victoria (Carey & Watson 1992) . Although it had not been seen in thls region prior to the early 1980s, by 1991 it had become common, the 'visually dominant organism of the muddy bottom habitat', releasing 'masses of green-coloured eggs' in late summer (Carey & Watson 1992) . Scallop fishers in the Geelong arm first noticed the fanworm in their catches in 1993; fanworms now clog dredges and increase catch-sorting times. The fanworm has also hindered the snapper fishery through interference with longlines.
In September 1994, dense beds of sabellid worms were found in Cockburn Sound (Western Australia). However, aerial photographs from 1983 showed probable fanworm patches, and there were anecdotal reports and a photograph of what now appear to be specimens of Sabella spallanzanii in 1985 (Clapin & Evans 1995) . Subsequently (March 1995) , 2 Aibany (Western Australia) harbours were surveyed, and S. spallanzanii was found in both. Sabellids in the Western Australian Museum include 3 putative specimens of S. spallenzduii, collected froin Albany in 1965, 1978 and 1979 . Thus this fanworm may have been present in this region for at least 30 yr (Clapin & Evans 1995) . In 1995, large numbers of S. spallanzanii were found near Adelaide, but South Australian Museum records indicate that the species may have been present since at least the mid-1970s (S. Rainer pers, comm.).
Sabella spallanzanii is now widespread and abundant in many parts of southern Australia. It is presumed to have been introduced either as a fouling organism on ships' hulls or possibly through the release of ballast water containing larvae or young juveniles. Once established in a suitable habitat, it can proliferate rapidly, reaching high densities. Reproduction is sexual, and large numbers of lecithotropic (nonfeeding) larvae are produced (Giangrande & Petraroli 1994 , Rouse & Fitzhugh 1994 . Colonies may compete directly with native species for space and food and, by stripping phytoplankton from the water, may change the ecology of the invaded area. Its impact on fisheries in Port Ph~llip Bay has been significant, although in Cockburn Sound Clapin & Evans (1995) found no evidence either that the fanworm was a direct threat to any fishery there or that it had any apparent impact on native species.
The aim of this study was to throw some light on the genetics of the species, in particular to confirm that the Australian populations really are Sabella spallanzanii, to determine the genetic relationships among Australian populations, and to see how closely related they are to European populations. There have been no previous genetic studies of this species, either in Australia or elsewhere.
METHODS
Collections of samples. In Australia, collections of Sabella spallanzanii were made from 3 states (Western Australia, South Australia and Victoriz). In Europe, Mediterranean collections came from France (Marseille and nearby Carteau) and Spain (Alicante), and an Atlantic collection came from France (Roscoff). Further details are provided in Table 1 and Fig. l . One collection ( n = 10) of Sabella pavonina was made, from Roscoff. This species was to serve as an outgroup in phylogenetic trees, and to provide an indication of the extent of genetic differentiation within the genus Sa bella.
After collection, the worms were removed from their tubes, and the anterior 10 cm wrapped in aluminium foil and frozen. The Mediterranean samples were stored at -20 to -35°C for several weeks and Atlantic samples stored in liquid nitrogen for a few days before being airfreighted in dry-ice to Hobart. The Australian samples were dispatched immediately to Hobart, Extracts of longitudinal muscle were prepared by grinding small tissue fragments in 2 drops of homogenising solution In a 1.5 m1 microcentrifuge tube and spinning at 10000 X g for 2 min. The homogenising solution was made up of 100 m1 distilled water, 10 mg NADP and 100 p1 of p-mercaptoethanol. Samples were maintained at 4°C during preparation.
The supernatant was used for electrophoresis. All electrophoresis runs used Helena Titan 111 cellulose acetate plates. Eighteen enzyme systems, representing 23 loci, were examined either with a 200 V tris-glycine (Hebert & Beaton 1989) or 150 V tns-citrate (75 mM tris, 25 mM citric acid, pH 7.0) buffer system (Table 2) . Standard staining procedures were followed (Richardson et al. 1986 , Hebert & Beaton 1989 . When an enzyme was encoded by 2 loci, the more anodally migrating enzyme was suffixed as 1. Alleles were numbered Nei's (1973) gene diversity (G.?,) statistics were used to quantify the extent of differentiation among collections The GsTvalue represerils the proportion of genetic diversity that can be attributed to differences between collections. A bootstrapping procedure with 1000 replicates was used to estimate the magnitude of Gs,that could be attributed to sampling error alone and to assess the statistical significance of the observed value. (3) Genetic distances between collections were assessed in 2 ways. The first used Nei's (1978) unbiased genetic distance measure. The resulting genetic distance matrix was converted to a dendrogram by cluster analysis with the UPGMA (unweighted pairgroup method with averaging) algorithm. The second used Rogers' (1972) genetic distance method, and the derived dendrogram is a Wagner tree rooted by the out-group (Sabella pavonina)
In all analyses involving multiple tests, the Bonferroni technique was used to adjust significance levels. The predetermined significance level for the experiment, a , of 0.05 was divided by the number of tests to obtain a corrected significance level of W..
RESULTS
Enzymes encoded by a total of 23 loci provided clear and reproducible results. Subunit numbers (Table 2) , with 1 exception, were as listed in Ward et al. (1992) . The exception was Apk which Ward et al. (1992) consider is a monomer in arthropods and molluscs, but a dimer in annelids and echinoderms. Sabella is a n annelid, but banding patterns for the A p k ' t 15/100 heterozygote were clearly 5-banded, indicating a tetramer. The much more common heterozygote Apk' 100/95 gave a broad band of activity, presumably because the 5 bands were too close together to separate adequately
The 2 Alicante collections, one from a polluted site and the other from an unpolluted site, showed differences in allele frequencies (data not shown) at 1 of 16 variable loci. This was Pep-lgg ( p = 0.016), but after Bonferroni correction for multiple tests, the differences were not statistically significant ( a altered from 0.05 to 0.05/16 = 0.003). Thus these 2 collections were pooled in all subsequent analyses.
The 2 collections from the south of France (Carteau and Marseille) were separated by a greater geographic distance than the 2 Alicante collections and showed significant differences in gene frequencies at one of the 18 variable loci ( M e -l , p < 0.001, W, = 0.05/18 = 0.003). These 2 collections were kept separate in all analyses.
Sabella spallanzanii and S. pavonina: levels of genetic variability
Genotype distributions within the collections of Sabella spallanzanii showed good agreement with Hardy-Weinberg expectations. There were 66 valid tests, but only 2 showed probabilities of agreement less than 0.05. These were Pep-vl-l in South Australia (p = 0.0006), and Pgl in Carteau (p = 0.024). Corrections of a levels for 66 tests reduced a to 0.0008, so the Pgi result becomes non-significant while the Pep-vl-l result (with a heterozygote deficiency: 30 heterozygotes observed, 45.8 expected) remains statistically significant. However, whether this deviation represents a real biological phenomenon or simply a chance sampling artefact is uncertain; repeat sampling from that population would be necessary to discriminate between these possibilities. The 10 S, pavonina sampled were not tested for conformance to Hardy-Weinberg expectations.
Sabella spallanzanii showed abundant genetic variation (Table 3) . Only 5 loci were monomorphic in all collections (EstD-I, Ldh, Me-2, Pep-111-2, Sdh). The percentage of polymorphic loci ranged from about 45 to 60% (0.95 criterion) or 50 to 80% (0.99 criterion), and the mean expected heterozygosity per locus ranged from about 0.20 to 0.27 (Table 4) The Australian collections were clearly less variable, over all loci, than the European collections (Table 4) . Mean num.bers of alleles per locus were around 2.0 in the Australian collections, compared with between 2.0 and 2.8 in the European collections. The average sample size of the European collections was slightly greater than half that of the Australian collections; had sizes been closer, it is likely that this difference would ' Apk, G3pdh, Mdh, show more variation in the Australian collections. However, this is more than offset by those loci that are more variable in GPgdh, Pgi, X d h ) . Particularly striking losses of variation in Australia are seen in Pgm-2 and Pgl. Pym-2 is monomorphic in Australian collections but highly polymorphic in all European collections tested (heterozygosities ranging from Sabella pavonina showed slightly less variability than European S. spallanzanii, in terms of average numbers of alleles per locus and expected heterozygosity (Table 4) . However, while the same 23 loci were examined in S. pavonina, only about 10 individuals were scored. Thus it is not unexpected that fewer alleles per locus were detected in S. pavonina: with a sample size closer to the 50 or so of each of the European S. spallanzanii, it is likely that more alleles would have been found. For each of the 10 differentiated loci, the 4 collections were compared pairwise to determine the source(s) of the differentiation. The Carteau and Marseille collections, which were only about 40 km apart (H. Zibrowius pers. comm.), were significantly different for only 1 out of the 10 loci, Me-2 ( p < 0.001). The Carteau and Marseille collections were each significantly differentiated from the remaining Mediterranean collection, Alicante, by 3 of the 10 loci (Carteau: Acon, G3pdh, Pgm-2; Marseille: G3pdh, Me-1, Pgm-2; all p < 0.001). The Atlantic Roscoff collection, on the other hand, was well differentiated from all 3 Med~terranean collections for between 8 and all 10 loci ( p ranging from 0.004 to <0.001). Clearly, the Mediterranean collections are genetically more similar to one another than they are to the Atlantic collection.
Sa bella p a von ina

Sabella spallanzanii: genetic relationships between European and Australian populations
There was extensive spatial differentiation in allele frequencies among collections, with 17 of the 18 variable loci showlng significant allele frequency heterogeneity after chi-squared analysis of allele frequencies (Table 6 ). The only variable locus not to show such heterogeneity (following Bonferroni correction to a values, glving a = 0.05/18 = 0.0028) was ldh The extent of the heterogeneity was quantified for each locus by a GST analysis (Table 6 ). Here, the observed extent of differentiation among populations (Gsr] was compared with sampling error, i.e. the extent of GST expected in those sample sizes from a panmictic population (GsTnua). Of the 18 variable loci, only Idh (as in the chi-squared analysis) failed to show more between-collection differentiation than expected by sampling error alone ( p = 0.024 > a = 0.05/18 = 0.003).
The remaining 17 loci all showed significant differentiation, with between about l "/o (Aat-2, Mpl, 6Pgdh) and 20% (Pep-lgg, Pgm-2, P~J ] of the genetic variation arising from between-collection differences (these figures estimated from GST-GSTnuii). Matrices of genetic distance between all pairwise collection comparisons were calculated by both Nei's (1978) and Rogers' (1972) measures. A UPGMA tree was derived from Nei's distances (Fig. 2) and a Wagner tree from Rogei-S' distances (using Sabella pavonina as an outgroup) (Fig. 3) .
The UPGMA-derived dendrogram of Nei's (1978) genetic distances shows (1) that the Australian collections are, as expected from the earlier analyses, very closely related to one another, (2) that the Mediterranean collections are closely is to the Australian collections. However, the Australian collections are more closely related to the Mediterranean collections (mean genetic distance 0.040, n = 9, range 0.029 to 0.050) than to the Atlantic collection (mean genetic distance 0.084, n = 3, range 0.082 to 0.086). In fact, the Australian collections are more closely related to the Alicante collectlon (mean genetic distance 0.032, n = 3, range 0.029 to 0.037) than to Carteau or Marseille (mean genetic distance 0.044, n = 6, range 0.038 to 0.050). The Wagner tree of Rogers' (1972) distances with Sabella pavonina as an outgroup (Fig 3) shows that (1) the Australian collections are very closely related to one another and a little separate from other S. spallanzanii collections, (2) the Mediterranean collections are closely related to one another, and (3) the Australian collections are more closely related to the Alicante collection than to any other collection.
The main difference between the UPGMA tree and the Wagner tree concerns the placement of the Australian collections. In the UP-GMA tree they cluster away from the European collections; in the Wagner tree they cluster with the Alicante collection. The close relationship between the Alicante and Australian populations has already been noted. A basic difference between UPGMA and the Wagner trees is that of a n introduced species, which has gone through a bottleneck leading to the loss of some genetic variation and therefure accelerated change in gene frequencies, the Wagner tree better represents population relationships by permitting an enhanced rate of evolution in the introduced populations. The greater resemblance of the Australian collections to the Mediterranean collections than to the Atlantic collection can also be seen by looking at individual loci. The 3 most differentiated loci (Pep-lgg, Pgm-2, and Pgi, all with GsTvalues of around 0.20, see Table 6 ) may be considered as examples.
With respect to Pep-lgg, the dominant European allele, Pep-lgg'90, has a frequency of about 0.82 in the Atlantic, 0.52 in the Mediterranean, but only 0.07 in the Australian collections. The common Australian allele, Peplgg' 100, with a mean frequency of 0.56, has a frequency of around 0.45 in the Mediterranean collections but only 0.19 in the Atlantic collection. With respect to Pgm-2, the Australian collections were monomorphic for Pgm-2' 100, which, while the most common allele in all European collections, was more abundant in the Mediterranean collections (frequency 0.68) than in the Atlantic collection (0.52) With respect to Pgi, the Australian collections were almost monomorphic for an allele (Pgi'100) that was the most common in the Mediterranean (frequency 0.53) but was only the second most common allele in the Atlantic collection (frequency 0.23).
were examined (and more than 500 S. spallanzanii), fixed differences were observed at 9 loci (EstD-2, G3pdh, Me-I , Mpi, Pep-vl-1. Pep-vl-2, Pep-lgg, Sdh, Xdh) and nearly fixed differences at 3 further loci (Aat-2, Aat-2, Pgm-l). This genetic distinctiveness is not caused by allopatric separation of populations: the S. pavonina collection was sampled from Roscoff where it was sympatric with the sampled S. spallanzanii population.
The mean Nei (1978) genetic distance between Sabella spallanzanii and S. pavonina is 0.996 (n = 7, range 0.987 to 1.025), while the mean genetic distance among the different S, spallanzanii collections was only 0.035 (n = 21, range 0.000 to 0.086). The mean genetic distance between Australian and European collections of S. spallanzanii was 0.051 (n = 12, range 0.029 to 0.086). The separation of S. pavonina from the S. spallanzanii populations is also shown by the Wagner tree of Rogers' genetic distance (Fig. 3) . The similarity of the European and Australian collections of S. spallanzanii to one another, plus the distinctiveness of S. pavonina, indicates that the Australian collections are indeed S. spallanzanii and not another Sabella species.
DISCUSSION Sabella spallanzanii and S. pavonina: genetic
The genetic data indicate that the Australian specirelationships mens are indeed Sabella spallanzanii, and that they derive from 1 or more European introductions. The Sabella spallanzanii and S. pavonina are genetically species has been described from the Ionian Sea as a very distinct. While only 10 specimens of S. pavonina protandric sequential hermaphrodite (Giangrande & Petraroli 1994) , and the good fits to Hardy-Weinberg equilibrium found here suggest that selfing is rare, if indeed it occurs at all.
Comparing levels of variation among populations
Sabella spallanzanii is clearly very variable genetically. The average heterozygosity per locus, over the 23 examined loci, for the Mediterranean collections was about 0.25. This is about twice as high as the average for 370 species of marine and terrestrial invertebrates recorded by Ward et al. (1992) as 0.122, although perhaps 10 % of invertebrates are even more variable than S. spallanzanii.
Among the European collections, the Atlantic Roscoff collection was less variable than the Mediterranean collections in terms of mean heterozygosity, average numbers of alleles per locus, and percentage of polymorphic loci. A total of 22 alleles were found in the Mediterranean collections but not in the Roscoff collection, however no alleles were found in the Roscoff that were not found in the Mediterranean. This asymmetric pattern cannot simply be attributed to more Mediterranean animals having been sampled, since even the individual Mediterranean collections, with sample sizes smaller than the Roscoff collection, showed Mediterranean-specific alleles (Carteau, 17; Marseille, 17; Alicante, 20) .
While these alleles were all quite rare-generally having frequencies less than 0.10 and therefore contributing relatively little to heterozygosity-their presence in, the Mediterranean and absence from the Atlantic suggests either that the species was originally native to the Mediterranean and lost rare alleles in the process of spreading to the Atlantic seaboard, or that Mediterranean populations have maintained higher population sizes and therefore more variation than the Atlantic populations. The latter was suggested by Bembo et al. (1996) to account for their similar finding of greater allozyme heterozygosity in Mediterranean anchovies (Engraulis encrasicolus) than in a n Atlantic sample. When higher mitochondrial DNA diversity was found in Mediterranean populations of Mytilus galloprovincialis than in Atlantic populations, Quesada et al. (1995a) suggested that Pleistocene refugia in the Mediterranean maintained higher population sizes than Atlantic populations during glacial maxima. However, despite some allozyme gene-frequency differences (Quesada et al. 1995b) , there were no differences in overall allozyme heterozygosity between the Mediterranean and Atlantic populations of M, galloprovincialis (H. Quesada pers. comm.) In any case, these apparent differences in variability between Atlantic and Mediterranean populations of Sabella spallanzanii need to be confirmed with additional sampling, especially from the Atlantic.
The Australian collections were somewhat less variable than the European collections. While the mean numbers of alleles per locus were similar to those of the Roscoff collection, at around 2.0 (compared with about 2.7 for the Mediterranean), sample sizes were substantially higher, which would have increased the probability of rare alleles being detected. Number of alleles and percentage polymorphism are more sample-size dependent than average heterozygosity per locus, and it is this latter parameter that is the best single parameter for estimating levels of genetic variation. The Australian collections had a n average heterozygosity about 18 % less than the average of the 4 European collections, and about 20 % less than that of the 3 Mediterranean collections. Two loci in particular-Pgm-2 and Pgi-show striking losses in variation. Pgm-2 is monomorphic in Australian collections but highly polymorphic in all European collections examined. Pgi shows little variation in Australian collections but is highly variable in European collections. It is clear that the introduction from Europe into Australia was accompanied by the loss of some genetic vanation.
Sabella spallanzanii produces large numbers of planktonic larvae and so can increase in population size very rapidly after a n introduction to a favourable environment. Nei et al. (1975) and Chakraborty & Nei (1977) showed that the reduction in heterozygosity depends not only on the size of a population bottleneck but also on the rate of recovery. Hence, bottleneck effects in species with high fecundity and potentially high rates of population increase, such as S. spallanzanii, may be less marked than in species with low fecundity. Some introductions of species with planktonic larvae have been accompanied by little or no detectable loss in genetic variation (e.g. the zebra mussel Dreissena polymorpha to North America, Boileau & Hebert 1993 , Marsden et al. 1995 , while others have shown large losses (e.g. the northern Pacific seastar Asterias amurensis to Tasmania lost about 35 % of its genetic variation, Ward & Andrew 1995). Differences in the amount of variation lost in species with similar life histories may reflect differences in the original founding population sizes or perhaps number of introductions. The loss of 18 to 20% of variation in introduced populations of S. spallanzanii could be attributable both to a founder effect and to small numbers of animals in the first few generations.
The transport mechanism that brought Sabella spallanzanii to Australia from Europe is unclear Certainly the species has been observed attached to ships' hulls (Clapin & Evans 1995, S. Rainer pers. comm.) , and they probably can remain attached to at least slow-moving vessels. Specimens have survived short periods of high temperature (12 h at 30°C), which would Increase their chances of surviving transport through tropical waters, although stress observed at 27°C makes it unlikely that they will ever colonise warm tropical waters (Clapin 1996) . It is also possible that they can be transported as larvae in ballast water, but their lecithotroplc nature (Giangrande & Petraroli 1994 , Rouse & Fitzhugh 1994 ) is likely to mean that their larval stages are relatively short-lived and thus unable to survive long-distance shipping. Thus transport from Europe to Australia is more likely to have been as hull-attached juvenile or adult worms than as larvae.
Genetic relationships among populations
There are at least 4 major infestations of Sabella spallanzanii in Australia (Cockburn Sound and Albany, \/Vstern Ausirdiia; Adeiaicle, South Australia; Port Phillip Bay, Victoria). Do these represent separate introductions from 4 different sources? The answer to this question seems to be no, as the 3 studied Australian populations wcre genet~cally very similar to one another, with no statistically significant differences in gene frequency. This implies a single source, because otherwise the significant heterogeneity observed among the European populations studied would be reflected in heterogeneity among Australian populations.
The indications are tha.t the source was somewhere in the Mediterranean Sea. This is suggested both by the mean Nei (1978) genetic distance between the Mediterranean and Australian collections being only 0.040 (compared with 0.084 for the Atlantic and Australian collections) and by inspection of allele frequencies at individual loci. Of course, this conclusion bears the caveat that only 1 Atlantic population, Roscoff, was examined, and it assumes that other Atlantic populations would be more like Roscoff than like the Mediterranean populations. Importation from the Alicante region is more likely than from the Marseille region, although there are of course a large number of as-yetunstudied putative source ports.
The next question is whether there was a single or multiple introduction from the European source. It could be argued that if there had been independent introductions to different parts of Australia, the likely small size of the founding populations (hull-borne juveniles or adults) would be expected to lead to spatial genetic heterogeneity unless there was subsequent widespread gene flow. An alternative scenario, a single introduction followed by a spread to other sites, could account for the relative genetic uniformity of the Australian populations. However, this scenario posits gene flow to the secondary sltes, and if there were such gene flow, then this could lead to homogenisation of allele frequencies among sites resulting from separate introductions. The present data therefore do not allow clear discrimination between the single introduction and multiple introduction hypotheses. Note that within-Australia gene flow could be mediated not only by individuals attached to the hulls of coastal shlpping but also by ballast-water transport of the short-lived eggs and larvae, as shlpping times among Australian ports are much less than between European and Australian ports. The extent of gene flow among Australian ports would be expected to be greater than from Europe to Australia.
If there was a single invasion of southern Australian waters, followed by a spread, then which area recelved that first invasion? This cannot be answered from the present genetic data, but Clapin & Evans (1995) suggest. from examining museum material, that Sabella spallanzanii may have been in the Albany region of Western Australia as early as 1965. This is currently the oldest record in Australia, and it is possible that, while Albany is only a minor port berthing small and medium-sized vessels, it was the first port of introduction.
In principal, if there were a single introduction (say to Albany), followed by secondary colonisations from that original introduction, then the population resulting from the first colonisation should show more genetic variation than the second. If there were a linear sequence of colonisations, with the third introduction deriving from the second, and so on, then each subsequent introduction would be expected to result in the loss of further variability. The allozyme approach we used is not powerful enough to examine such expectations, since the numbers of alleles per locus, averaging 2 to 2.5, were too low. However, the analysis of variation at microsatellite loci could well lead to very interesting results, since for such loci the numbers of alleles can be as high as 40 or 50. With so many alleles, the consecutive loss of alleles with subsequent introductions should be measurable. The examination of 5 to 10 such loci per species could well revolutionise our understanding of the routes taken by accidental introductions of both marme and terrestr~al organisms.
